ABSTRACT Azadirachta indica A. Juss (the neem tree), a source of limonoid insect growth regulatory (IGRs), grows well in many places in sub-Saharan Africa. We explored the potential of neem wood and bark chippings in malaria vector control by evaluating their aqueous extracts as a larvicide and growth disruptor of Anopheles gambiae s.s. (Diptera: Culicidae) under laboratory conditions. Immature stages of the mosquito were tested using WHO guidelines. Fifty percent inhibition of adult emergence (IE 50 ) of all larval instars was obtained with Ͻ0.4 g of neem chippings in 1 liter of distilled water. For pupae, signiÞcant mortality occurred at 5 g/liter. Inhibition of pupation was seen with some larvae staying as LIVs for 9 d before dying. In addition to growth retardation, reduced reaction by larvae to visual and mechanical stimuli observed at higher neem concentrations may make them more susceptible to natural predators. There were no signiÞcant differences in the sex ratio of emerged adults or wing length of females compared with the controls. High-performance liquid chromatography of aqueous extracts showed a series of constituents of varying polarity, including the limonoids nimbin and salannin, which were quantiÞed. Azadirachtin was not detected and the observed activities are attributed to other constituents of the chippings. Such larvicides can be particularly effective where larval habitats are relatively large and readily identiÞable. Aqueous extracts of neem wood chippings can be produced locally and their use has the potential to be a low-tech component of integrated malaria vector control schemes in sub-Saharan Africa.
Because, in part, of rising drug resistance of the parasite, vector control is considered the most feasible way of controlling malaria in Africa today (Trape et al. 2002) . Current vector control methods target the adult mosquitoes aimed at reducing the vectorial capacity in an area (MacDonald 1957 , Garrett-Jones 1964 . However, the effectiveness of these control methods can be reduced by behavioral changes of the adult mosquitoes (Pates and Curtis 2005) . Larval control is an often overlooked control method that can be extremely useful either by itself or in an integrated vector management (IVM) program (World Health Organisation 2004) . Killeen et al. (2002) suggest that the limitations of larval control in sub-Saharan Africa are "practical rather than functional" and that, because of the limited mobility of immature mosquito stages they can be effectively controlled. Several studies have shown that relatively large water bodies harbor mosquito larvae in western Kenya (Lockhart et al. 1969 , Fillinger et al. 2004 , Mutuku et al. 2006 , Howard et al. 2007 , Howard and Omlin 2008 and, presumably, also elsewhere in Africa where rural populations are increasingly putting more pressure on the land. Although these mostly artiÞcial habitats have been found to be more productive in terms of pupal production than the "traditional" Anopheles gambiae Giles s.s. (Diptera: Culicidae) habitats (such as hoof prints and tire ruts) (Mutuku et al. 2006 ), larval control is widely considered to be too labor intensive in sub-Saharan Africa. However, new tools exist to easily identify such habitats (Mushinzimana et al. 2006 ) that can facilitate targeted larval control.
Concerns about chemical insecticides and their persistence in the environment, as well as development of physiological resistance in the insects have stimulated the search for eco-friendly larvicides. This is in line with section 2.4 of the 1997 World Health Assembly resolution 50.13.
Azadirachta indica A. Juss (the neem tree) has wellknown insecticidal (Raghunatha Rao et al. 1988 , Wandscheer et al. 2004 ) and insect growth regulatory (IGR) constituents (Sukumar et al. 1991 , Batra et al. 1998 , Copping and Menn 2000 and has been used for centuries in India (Schmutterer 1995) . Despite the many studies into the mosquitocidal properties of the neem leaves and fruit (Rao et al. 1992 , Nagpal et al. 1995 , Batra et al. 1998 , Mulla and Su 1999 , Awad and Shimaila 2003 , Siddiqui et al. 2003 , Wandscheer et al. 2004 , little work has been done using the wood/bark, with only one brief report on its effect on An. gambiae larvae (Ziba 1995) . Neem grows well in arid tropical and subtropical areas but does not do well at altitudes Ͼ1,000 m (Schmutterer 1995) .
We are searching for an effective, long lasting, and natural insecticide that can be cheaply implemented in rural African settings. This paper reports the results of a crude aqueous extract of A. indica wood and bark chippings as a larvicide and growth regulator of An. gambiae s.s. Kisumu strain mosquitoes under a controlled laboratory setting.
Materials and Methods
Mosquitoes. The Kisumu strain of An. gambiae s.s. was used. This strain has been maintained as a colony at the Kenya Medical Research Institute (KEMRI), Kisumu, for 14 yr.
All four larval instars (hereafter called LI, LII, LIII, and LIV as appropriate) plus pupae were used in the experiments because phytochemicals can affect different life stages to varying degrees (Sukumar et al. 1991) . For the LIV used, speciÞcally early stage LIV larvae were used, and the pupae were Ͻ24 h old when tested.
Preparation of aqueous insecticidal extracts. Wood and bark from neem trees collected from Mbita Point in western Kenya were fed into a basic wood chipping machine to produce wood chippings (roughly 1 cm by 3 cm by 2 mm thick), which were left to dry in the shade. These chippings were soaked in distilled water for 5 d and removed. The different concentrations were made by serial dilution using the Þltrate. New neem extracts were made for each replicate. Distilled water was used for the controls.
Bacillus thuringiensis variety israelensis (Bti) from the VectoBac DT tablets (Valent, Libertyville, IL) at a concentration of 520 International Toxic Units (ITU) per 500 ml distilled water was used for comparison in the Þrst set of experiments.
Experiment 1
Five hundred milliliters of the treated water were placed in 1-liter white plastic bowls (water depth of 2.5 cm). Twenty-Þve mosquitoes of the same instar for the Þve immature stages (LIÐLIV plus pupae) were exposed to each of the water types (control, different neem concentrations, and Bti) in six replicates. The neem concentrations used corresponded to 100, 10, 1, and 0.1 g/liter. All bowls were covered with netting.
The larvae were fed on ÔAniCareÕ Þsh food every 24 h. The mosquitoes were checked at 6, 12, 24, and 48 h and thereafter every 24 h until all the mosquitoes had either died or emerged. Emerged adults were sexed and removed. The larvae and pupae were checked by disturbing the surface of the water; any not returning to the surface were considered dead and removed (World Health Organization 1981) . The dead mosquitoes exposed to neem were examined under a dissecting microscope to identify any morphological abnormalities.
Probit analysis of the experiment 1 data were used to work out neem concentration ranges for each larval instar that allowed accurate calculation of concentrations that gave 50 and 90% inhibition of adult emergence (IE 50 and IE 90 , respectively) (World Health Organization 2005). These neem concentrations were used in experiment 2 (described below). The concentrations ranged from 0.0125 to 0.8 g/liter for LI, LII, and LIII. For LIV, the 0.2 and 0.8 g/liter concentrations were substituted by 0.4 and 1.6 g/liter respectively. For pupae, the range was 5Ð180 g/liter.
Experiment 2
WHO guidelines for testing IGRs were followed with slight modiÞcations (World Health Organization 2005) . SpeciÞcally, this entailed exposing immature mosquitoes to a range of concentrations of aqueous neem extracts and control water in cups. The modiÞcations included checking the cups every 24 h, and 500-ml cups (water depth 5.5 cm) were used to allow sufÞcient room for any emerging adults. Also, more food was given to prevent cannibalism (Koenraadt and Takken 2003) .
As in experiment 1, 25 larvae of each immature stage were exposed to each water type, and the cups were covered by netting. Each treatment was replicated Þve times.
We found very high control mortality when pupae were exposed to distilled water. We therefore ran Þve replicates with the puriÞed water ÔDasaniÕ. We used the puriÞed water for both the control water and we soaked neem in it, so that neem remained the only variable in the experiment.
One wing each from a random selection of emerged females was measured from the tip (excluding fringe scales) to the axillary incision to see if the neem affected adult mosquito size.
During all experiments, the mosquitoes were kept under a natural 12 L:12 D cycle, and the mean temperature was 28 Ϯ 0.12ЊC (mean daily minimum and maximum temperatures of 26.1 Ϯ 0.17 and 31.5 Ϯ 0.14ЊC, respectively).
High-performance Liquid Chromatography. Highperformance liquid chromatography (HPLC) analysis was carried out to show the solubilization of the compounds, to quantify certain constituents against known standards, and to see if the amount of these (both known and unknown) varied with concentration of the aqueous neem extract.
Extracts (Þve replicate samples each) representing four concentrations of the aqueous neem used in the bioassays were analyzed. They were made during the same serial dilutions but were not used in the bioassays. These samples were Þltered, lyophilized (freeze dried), and dissolved in 1 ml methanol. Fifty microliters of this was analyzed by HPLC.
Analytical HPLC was performed on a Beckman System Gold Programmable model 126 (Beckman Coulter International, Griesheim, Germany), using a Beckman reverse phase C18 column (5 m by 4.6 mm by 25 cm) and eluted isocratically with acetonitrile and water (40:60). The ßow rate was 1 ml/min, and eluting constituents were monitored by a diode array detector module 168 at 214 nm.
To isolate standards (azadirachtin [AZA], nimbin, and salannin) with which to identify and quantify some of the peaks of the HPLC proÞles, 5 g of neem seed cake powder (NCP) was suspended in 100 ml methanol at room temperature and stirred overnight. It was Þltered and evaporated to dryness in a rotary evaporator at 40ЊC at reduced pressure (Ϸ337 mm). The residue was suspended in 100 ml water and extracted twice with 100 ml chloroform. The aqueous portions were discarded. The chloroform extracts were pooled and concentrated to dryness, again in a rotary evaporator at 40ЊC under reduced pressure.
The crude chloroform residue was fractionated in a silica gel column using a hexane/ethyl acetate gradient. Column chromatography was performed on silica gel 60 (0.040 Ð 0.065 mm, 230 Ð 440 Mesh ASTM), and the fractions were monitored by thin-layer chromatography on precoated silica gel 60 F 254 plate (0.2 mm thickness; Merck, Dermstadt, Germany). The ethyl acetate fractions contained the limonoids (including AZA, nimbin, and salannin). Mass spectrometry conÞrmed this.
Statistical Analysis
Experiment 1. The bioassay data were analyzed using probit analysis in SAS (SAS Institute 2004) (data not shown). The development time of the mosquitoes was measured as the mean emergence time for the adults for each concentration. After determining equal or unequal variance, two-sample t-tests were used to analyze the difference in development times between the control and neem treatments. For pupae, single-factor analysis of variance (ANOVA) was used. Where a signiÞcant effect was seen, the Tukey multiple comparison test was carried out. Pupal mortality was analyzed using 2 tests. Where the abnormalities were found in both the neem-exposed and the controls, they were analyzed using the Fishers exact test because of the low frequency of the abnormalities in the controls.
Experiment 2. Because of the fact that the bioassay data did not Þt either the probit or logit models, we used the Weibull model of percentage mortality against the aqueous neem extract concentration. To avoid overßow of logarithm operation, we used Weibull transformation of Y ϭ LnLn(100.1/[100.1 Ϫ P]) on percentage mortality, P, and log-transformation of X ϭ Ln(C ϩ 0.0001) on aqueous neem extract concentration, C. The transformation of P and C yielded a linear relationship Y ϭ a ϩ bX, and we subjected this to linear regression analysis (Seber and Wild 1989, Collett 2003) . The IE 50 and IE 90 were computed through inverse prediction of linear regression, and the 95% conÞdence interval (95% CI) was obtained verses inverse transformation. All data transformation and analysis was done using SPSS 14.0 (SPSS 2005) . The emerged mosquitoes sex ratio was analyzed using the 2 test. Pupal mortality was analyzed using 2 tests. Single-factor ANOVA analysis was used to study the effect of the neem concentrations on the size of the emerged adult females.
Results

Experiment 1
Development Time. Apart from one LIV in the 1 g/liter concentration, only the 0.1 g/liter neem allowed emergence of adults when larvae were exposed. Compared with the control development time for each larval instar, there were signiÞcant increases in development time for LI, LII, and LIII instars exposed to 0.1 g/liter (Table 1) .
For pupae, there was a signiÞcant effect of the treatment on the development time of the mosquitoes (F ϭ 3.19; df ϭ 5,55; P Ͻ 0.05). Tukey multiple comparison analysis showed that the development time of Bti-exposed mosquitoes was signiÞcantly longer than for those exposed to 100 g/liter neem (attributable to the fast mortality of pupae at this neem concentration with few adults emerging) but not signiÞcantly different from any other treatments (data not shown).
Inhibition of Pupation. At the neem concentration of 1 g/liter, larvae exposed as LI produced no pupae. For LII and LIII, 2 and 14 dead pupae, respectively, were found; no live pupae were seen at any checkpoints. For LIV, some live pupae were found, but only 0.8% (1/124) of the LIV exposed to 1 g/liter emerged successfully as an adult. At 10 g/liter, larvae exposed as LI, LII, LIII, or LIV produced no live or dead pupae.
Pupal Mortality. SigniÞcant mortality was seen at 10 g/liter ( 2 ϭ 45.93; df ϭ 1; P Ͻ 0.0001) but not at 1 g/liter ( 2 ϭ 0.22; df ϭ 1; P ϭ 0.64) compared with the control.
Abnormalities Seen. A number of abnormalities were seen in the dead mosquitoes, albeit at low frequencies. Of these, three occurred in only the neemexposed mosquitoes. The most frequently occurring of these, seen in Fig. 1 , was only found in pupae (21 of the 500 exposed) and was similar to that reported by Vasuki and Rajavel (1992) . These pupae all had abnormally large amounts of ßuid in their abdomens. Also, their whole bodies were outside of the pupal case. However, it did not look like they were trying to emerge because the head, thorax, and abdomen were tucked together in a straight line, with the legs close in to the abdomen (Fig. 1) . The second most frequent abnormality was a dark band across the thorax or abdomen occurring in 49 of the 1,999 neem-exposed larvae. Finally, we found tracheal tube coloration in seven dead larvae. There were three other abnormalities that also affected some control mosquitoes. The most frequently occurring was what looked like rectal prolapse as described by Raghunatha Rao et al. (1988) . SigniÞcantly more neem-exposed larvae (25/1,999) had this abnormality compared with the controls (1/497; P Ͻ 0.05). The other two abnormalities were black anal papillae (1/497 control; 18/1,999 neem-exposed; P ϭ 0.33) and exuviate still attached (3/497 controls; 17/1,999 neemexposed; P ϭ 0.78), the latter being previously described as a neem-induced abnormality (Raghunatha Rao et al. 1988 ).
Experiment 2
Bioassay Data Analysis. The linear regressions on the transformed data yielded very signiÞcant results, implying that the data Þtted the Weibull model well. The slope (on the log-scale) of the regression equation was greatest for LI larvae and least for pupae. Similarly, the IE 50 and IE 90 values were lower for LI and highest for pupae (Table 2) .
Emerged Sex Ratio. There were no signiÞcant differences between the sex ratios of emerged adults of the neem-exposed and control mosquitoes for any of the larval instars tested (data not shown). For pupae, there was a small signiÞcant difference ( 2 ϭ 11.5, df ϭ 4, P Ͻ 0.05) with the controls producing more females.
Elongation of Larval Development Time. For all larval instars at a range of neem concentrations, the LIV instar stage was prolonged for an unusually long time in some individuals ( Table 3 ). The affected larvae were unable to molt into pupae and died as LIVs.
Inhibition of Pupation. Just 0.8% (1/125) of the LI exposed to 0.2 g/liter led to successful adult emergence. Pupation was completely prevented at 0.8 g/liter for LI. For LII larvae some dead pupae were found at 0.8 g/liter. Only one LIII larva produced a live pupa at 0.8 g/liter, which died the next day. At 1.6 g/liter, no live pupae were produced from LIV larvae; however, 39% (49/125) of the larvae exposed as LIVs died as pupae at this concentration.
Pupal Mortality. The control mortality when using distilled water was 42% (106/250 died). The Þve replicates with the puriÞed water ÔDasani Õ produced only 8/125 (6%) control mortality. Fig. 1 . Neem-induced abnormality causing death in pupae. The pupae have abnormally large amounts of ßuid in their abdomens, their whole bodies are outside of the pupal case, with the head, thorax, and abdomen tucked together in a straight line, and the legs are close in to the abdomen. This is unlike the usual emerging posture; scale bar represents 1 mm. (Online Þgure in color.) When using the ÔDasaniÕ water, signiÞcant pupal mortality was seen at 5 g/liter aqueous neem extract ( 2 ϭ 53.6, df ϭ 1, P Ͻ 0.0001), the lowest concentration tested.
Wing Lengths. Despite the larvae in the higher neem concentrations being visually smaller in size than those in the controls, there was no signiÞcant reßection of this effect on the wing length (and therefore their body size; Briegel 1990) of the emerged adult females for any of the instars tested (n ϭ 276; data not shown).
HPLC. Nimbin and salannin were found in our aqueous extracts. The peak that had the same retention time value as AZA was isolated by repeated semipreparative HPLC runs. The pooled sample was examined by mass spectroscopy and compared with AZA isolated from NCP (solid probe spectrum). However, it did not correspond to that of AZA isolated from NCP. Thus, AZA was not present in our samples in signiÞcant amounts.
In addition to the less polar nimbin and salannin, HPLC proÞles of the aqueous extracts showed a series of more polar compounds had dissolved. For the highest concentration tested (180 g/liter), there were up to a minimum of 20 distinct peaks (Fig. 2) . The proÞles for each of the Þve samples at the different concentrations look similar, indicating that, for each batch of water made, a similar group of neem wood constituents had leached out into the water, and for each concentration, in comparable quantities.
By comparison with authentic samples of nimbin and salannin, we were able to quantify the level of these compounds in our proÞles obtained from higher concentrations (Table 4) . However, for the two lowest concentrations, no distinct peaks corresponding to these compounds could be discerned at the concentrations analyzed and therefore no quantiÞcation was possible.
Discussion
Our results showed that the IE 90 for LI, LII, and LIII An. gambiae s.s. is ϳ0.15 g/liter; for LIV, it is 0.63 g/liter. The higher susceptibility of the younger larval instars is in line with previous work (Mulla and Su 1999, Nathan et al. 2005) . However, the exposure time for the younger instars was longer. Also, the overlapping conÞdence intervals in our data showed that there is no signiÞcant difference between the larval instars exposed to neem with respect to their susceptibility to the neem extract.
The IE 90 for pupae, however, was much higher at 61 g/liter, and signiÞcant mortality was seen at 5 g/liter. a The amounts present were too small for quantiÞcation. b Because the amounts present were too small for quantiÞcation, the percentage could not be accurately calculated.
Despite this, even for 180 g/liter, the highest mortality seen was 88%; there was always some emergence. Aqueous extracts of neem wood chippings at relatively low doses could therefore be used to control larval populations of An. gambiae, but at the doses used for this, we would not expect pupae to be signiÞcantly affected.
We observed, but did not speciÞcally study or quantify, several behavioral and physiological effects of the neem that could make the larvae more susceptible to natural predators in the wild. First, the larvae exposed to 1 g/liter neem and above were less responsive to visual and mechanical stimuli. Second, the neem-exposed larvae seemed to move sluggishly as previously reported (Nathan et al. 2005) and were more likely to spend time at the surface of the water and in the middle of the bowls rather than trying to hide at the bottom or at the sides. Finally, the increase in development time would mean they would be exposed to predators for longer periods, thus increasing their chances of being predated (Tuno et al. 2005) .
Limonoids from neem seed kernels have wellknown antifeedant effects against different insects (Schmutterer 1995) ; however, this mode of action is difÞcult to assess in aquatic organisms. We noticed that larvae in the higher neem doses were smaller than the controls, indicating that they were consuming less nutrients; we did not measure this. However, we found no signiÞcant effect of the neem on the size of emerged females. Thus, if the phytochemical blend of neem wood chippings was working as an antifeedant, the effect was slight. Both the elongation of the larval stage and inhibition of pupation observed in this study have been reported previously (Mulla and Su 1999 , NdungÕu et al. 2004 , Okumu et al. 2007 ). These effects could have been because the mosquitoes had not attained the critical mass needed for pupation (Clements 1992) . Alternatively, disruption of their normal development by the growth-disrupting effects of neem limonoids may be the underlying factor.
HPLC analyses of our aqueous extracts showed the presence of constituents of different polarity including the relatively less polar nimbin and salannin. Interestingly, nimbin does not usually dissolve signiÞ-cantly in water but was present in prominent amounts in our samples. The presence of other constituents may promote the solubility of the less polar constituents in the aqueous medium to provide a blend of different compounds. A major beneÞt of crude raw materials rather than extracts with limited proÞles of constituents is the possibility of synergistic or additive effects between some of these compounds (Isman et al. 1996 , Bekele and Hassanali 2001 , NdungÕu et al. 2004 . Crude extracts of whole plant tissue are also easier to use in resource-poor rural settings.
There are many active compounds in neem (Schmutterer 1995, Mulla and Su 1999) with up to 100 different limonoids (Isman et al. 1996) . Therefore, because we did not detect AZA in our samples, the inhibition of larval growth and metamorphosis observed must be caused by other compounds. Both salannin and nimbin have been found to inhibit ecdysone 20-monooxygenase (an enzyme important for molting) (Mitchell et al. 1997) , albeit with much less effect than AZA. The absence of AZA may explain why our IE 50 s were relatively higher than those found in other studies (Mulla and Su 1999 , Nathan et al. 2005 , Okumu et al. 2007 .
Several other studies have shown the effectiveness of neem-based pesticides against mosquito larvae. However, the only previous work with neem wood/ bark and An. gambiae was carried out by Ziba (1995) on LIII and LIV larvae. The author tested the leaves, bark, and seeds and assumed by association that AZA was the primary active agent and present in all the parts of the tree. No analyses of the extracts were carried out to show whether AZA was present. ZibaÕs results showed that the bark and leaves caused 87% mortality of An. gambiae larvae after 24-h exposure to 1:10 dilutions of 100% wt:vol. For LIII, we also found 87% mortality after 24 h for 100 g/liter; for LIV, it was 59%. Ziba undertook no observations on the longerterm effects of these extracts.
A frequent concern is how neem products will affect humans if placed in their water sources. A review on the toxicological effects of neem-based products on mammals, including humans, showed that the aqueous extracts were less toxic than other neem extracts, and they quoted an acceptable daily intake of aqueous neem leaf extract as 0.3 mg/kg body weight/d. These authors concluded that "if applied with care the use of . . . . . aqueous neem-based products should not be discouraged" (Boeke et al. 2004) . A separate study also concluded that "no ecological hazard is likely to result" from the use of the neem-based pesticides tested (Goktepe et al. 2004) .
What sets this work apart from other work involving phytochemicals against mosquito larvae is that, although other more sophisticated extracts may produce encouraging results (Nathan et al. 2005) , they are impractical to produce and use by the resourcepoor people in rural Africa. The aqueous extract is more applicable to rural situations where malaria causes the greatest burden. The neem tree is already well known and grows all over Africa, excluded only by altitudes of Ͼ1,000 m (Schmutterer 1995) . At these high altitudes, other Meliaceae species such as the shrub Turraea mombassana Hiern ex. C.DC. could be used (NdungÕu et al. 2004 ). Neem would be much more affordable than other larvicides (e.g., Bti, which is far too expensive), especially if grown in the country needed rather than imported, therefore also providing local income.
Other beneÞts of neem are that it is biodegradable, relatively safe to the environment, and easy to apply. The blend of active and synergistic compounds found in neem means that it is less likely that the mosquitoes will build up physiological resistance (Isman et al. 1996) . Awad and Shimaila (2003) used the selective pressure of neem oil for Þve generations and found no change in the susceptibility of anophelines. They also found no resistance in the Þeld after using it biweekly for 3 mo. Therefore, neem chippings could be used as an additional component of a rotational IVM strategy to reduce resistance in the target population. Also, neem used as a larvicide has been shown to affect the adult mosquito longevity (Nathan et al. 2005 , Okumu et al. 2007 .
The focus of this study on neem wood chippings rather than leaves may raise questions. This is because the leaves are easier to harvest, especially at an earlier stage of the tree development, and they are more able to regenerate. However, against An. gambiae, the leaves and bark have been found to be equally effective (Ziba 1995) . Also, compared with the wood/bark, there has already been extensive work done on the leaves. We used the wood of the tree because neem trees react well to pruning, regrowing quickly (OfÞce of International Affairs 1992), making wood chippings continuously available for this purpose. We also expect that it would take more time for the active ingredients to leach from the wood (compared with the leaves), thus providing a controlled-release mechanism for delivering active ingredients into treated anopheline pools and prolonging the effect of the insecticide.
In summary, in this study, we evaluated aqueous extracts of the wood and bark of neem trees and showed that it has potential to be a good source of control agents for An. gambiae s.s. larvae. Aqueous neem extract has the potential to be a low-tech control method that could be produced in Africa and integrated into vector control schemes. Neem is locally available in Africa, it is biodegradable, and its application is relatively simple.
